In this study, we tested the effects ofdifferent fixation methods and stored in fixative for up to 6 hr at 4CC.
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Methods of Fixation
Immersion
Fixation. Rats were decapitated and the brain immediately removed.
A mediobasal hypothalamic tissue block measuring 7 x 5 x 5 mm was immersed in fixative overnight at 4*C. Care was taken not to exceed 45 sec from decapitation to placing the tissue in fixative.
Combined Perfusion/immersion
Fixation.
Rats were first treated as described in the section on perfusion fixation. After the start of perfusion, the calvarium was carefully removed and the upper half of the brain cxcised by a horizontal cut with a razor blade. The third and lateral ventricles were carefully dilated with a pair offine forceps and the fixative solution gently injected with a syringe and blunt needle. The temporal and frontal lobes were then reflected upwards and the fixative injected to bathe the ventral brain surface. This local application was repeated several times during the 15-mm perfusion period.
The brains were left in situ for an additional 2 hr before removal from the skull and blocking as described above.
Tissue Processing
Fixed tissue blocks were washed in several changes of fixative buffer contaming 7.5% sucrose, embedded 
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.. (Mallinkrodt Chemical Co.) for 5-10 mm at 23"C. In some cases, sections were post-fixed immediately after the enzyme reaction in PB + 2.5% glutaraldehyde (GA) for 15 mm in order to minimize diffusion ofthe reaction product within the cells.
In a few cases, localization of (3-endorphin was also performed using immunogold staining (11 
Results
Perfusion versus Immersion Fixation
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:9 .r'II The expansion of the ECS is prominent. Dendrites and small ME axons are in close apposition to the spindle-shaped process of a glial cell, but notto each other. Original magnification x16,721.
(b)
Same fixative as in a, immersion fixation.
The ME tissue looks more densely packed and intercellular space is no longer prominent.
Although neuronal elements are located close to each other, no specialized contacts of any kind are found in this medial re- 
", ,. PFA, 1% GA, 0.6% A) Excellent preservation of ultrastructural detail is seen with limited acrolein and higher concentrations of glutaraldehyde (compare Figure  6 ). : ,.
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Discussion
Methods of Fixation
Osmolarity of Fixatives
Fixative Components
No other fixative has surpassed GA in its ability to cross-link and preserve tissue fine structure for routine EM (8 
